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1 . (Currently Amended) A method for the quantitative detection of a nucleic acid 
(target) from a sample, which comprises the following steps: 

a) extraction of the nucleic acid from the sample with another nucleic acid 
(calibrator) previously added to the sample itself, said calibrator having the same 
sequence of the target nucleic acid, said calibrator having i) the same sequence of the 
target nucleic acid, apart from the region hybridizing to the probe, which is randomized 
with respect to the corresponding region of the target nucleic acid, maintaining the same 
nucleotide composition, and ii) a Tm egual to the target nucleic acid Tm +/-4°C wiih4fre 
oxc o ption of ono region wh i ch in tho target nuolo i c acid hybridizes with a probo l abolod 
with a roportor and a quonch o r, that reg i on of th o ca l ibrator, with respect to the 
corresponding region of the target nucleic acid, having the same nucleotide 
composition, but with a random sequence, and a similar Tm, 

b) mixing the extracted target nucleic acid and calibrator with primers (forward 
and reverse) annealing to the corresponding regions on the calibrator and on the target 
nucleic acid, with probes bearing a reporter and a quencher and annealing to the target 
nucleic acid and to the corresponding randomized region on the calibrator, and with a 
nucleic acid polymerase with 5' -3' nuclease activity, in suitable conditions to carry out a 
polymerization reaction, and 

c) determination of the signal associated with the reporters released due to the 
5' polymerase nuclease activity. 

2. (Currently Amended) A method for the quantitative detection of a nucleic acid 
(target) from a sample, which comprises the following steps: 
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a) extraction of the nucleic acid from the sample with another nucleic acid 
(calibrator) previously added to the sample itself, said calibrator having the same 
sequence of the target nucleic acid, w i th tho oxception of thos e r e gions wh i ch in th e 
target nucl o ic acid hybridiz e with a probo l abo lo d w i th a roportor and a qu e nch e r, and 
additionally hybridizing w i th two or more pr i mers, said r e gions having oach oth o r th o 
same nucl e otid e composition, but w i th a random s e quence, and a s i milar Tm, said 
calibrator having i) the same sequence as the target nucleic acid, apart from the regions 
hybridizing to the probe or to the primers, which are randomized with respect to the 
corresponding regions of the target nucleic acid, maintaining the same nucleotide 
composition, and ii) a Tm egual to the target nucleic acid Tm +/- 4°C 

b) mixing the extracted target nucleic acid and calibrator with primers (forward 
and reverse) annealing to the target nucleic acid and to the corresponding randomized 
regions on the calibrator, with probes bearing a reporter and a quencher and annealing 
to the target nucleic acid and to the corresponding randomized region on the calibrator, 
and with a nucleic acid polymerase with 5' -3' nuclease activity, in suitable conditions to 
carry out a polymerization reaction, and 

c) determination of the signal associated with the reporters released due to the 
5' polymerase nuclease activity. 

3. (Currently Amended) Method according to the claims 1-2, wherein the 
calibrator Tm is comprised in the ±4°C range of the target nucleic acid Tm. 
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4. (Currently Amended) Method according to claims-1-3, wherein the 5' end of 
the probes is 1 to 30 nucleotides from the 3' end of the forward primer. 

5. (Currently Amended) Method according to claims 1-4, wherein the probes 
have the 3' end blocked in order to prevent the extension by the polymerase. 

6. (Currently Amended) Method according to claims 1-&, wherein said nucleic 
acids, said probes and said primers are DNA sequences, and the nucleic acid 
polymerase is thermostable DNA polymerase with 5' -3' nuclease activity. 

7. (Currently Amended) Method according to claims 1-6, wherein the probes 
have a Tm higher than that of the primers. 

8. (Original) Method according to claim 7, wherein said probes include 18 to 30 
nucleotides. 

9. (Currently Amended) Method according to claims 1-8, wherein said probes 
include a quencher label able to reduce or to avoid the reporter label fluorescence when 
the probes are free in solution. 

1 0. (Currently Amended) Method according to claim 1 any of tho procod i ng 
c l a i ms , wherein the target nucleic acid is genomic nucleic acid of a virus selected from 
the group consisting of tho v i rucoG HHV-6. HHV-7, HHV-8, HIV-1 and CAMV. 
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1 1 . (Currently Amended) Method according to claim 10, wherein the virus is 
HHV-6, the forward primer has the sequence 5' CAAAGCCAAATTATCCAGAGCG 3' 
( SEQ ID NQ:25V the reverse primer has the sequence 5' 

CGCTAGGTTGAGGATGATCGA 3" ( SEQ ID NO:26) . the target nucleic acid probe has 
the sequence 5' CACCAGACGTCACACCCGAAGGAAT 3' ( SEQ ID NO:27V and the 
calibrator probe has the sequence 5' TACGCAACGCCAACAGACCTAGCGA 3' ( SEQ 
ID NO:28) . 

12. (Currently Amended) Method according to claim 1 1 , wherein the calibrator is 
additionally randomised in the regions annealing to primers having the sequences 5' 
CCGGAAACCGAACATTACTGAA 3' (forward) ( SEQ ID NO:29) and 5' 
TTACGTGAGGATGATCGAGGC 3' (reverse) (SEQ ID NO:30) . 

13. (Currently Amended) Method according to claim 10, wherein the virus is 
HHV-7, the forward primer has the sequence 5' AGCGGTACCTGTAAAATCATCCA 3' 
(SEQ ID NO:1) . the reverse primer has the sequence 5' AACAGAAACGCCACCTCGAT 
3' (SEQ ID NO:2) . the target nucleic acid probe has the sequence 5' 

ACC AGTG AG AAC ATC G CTCTAACTG G ATCA 3' (SEQ ID NO:3) . and the calibrator 
probe has the sequence 5' TAAGCCCTGACCGCACGGGTATAATACTAA 3' (SEQ ID 
NO:4) . 
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14. (Currently Amended) Method according to claim 10, wherein the virus is 
HHV-8, the forward primer has the sequence 5" GTCCAGACGATATGTGCGC 3' (SEQ 
ID NO:5) . the reverse primer has the sequence 5' ACTCCAAAATATCG G CCG G 3' 
(SEQ ID NO:6) . the target nucleic acid probe has the sequence 5' 
CATTGGTGGTATATAGATCAAGTTCCGCCA 3', (SEQ ID NO:7) and the calibrator 
probe has the sequence 5' ACTATTCCATGCGGAATTCGAGCATAGTTG 3' (SEQ ID 
NO:8) . 

15. (Currently Amended) Method according to claim 10, wherein the virus is HIV- 
1 , the forward primer has the sequence 5' TACTG ACG CTCTCG C ACC 3' (SEQ ID 
NO:9) . the reverse primer has the sequence 5' TCTCGACGCAGGACTCG 3' (SEQ ID 
NO:10) . the target nucleic acid probe has the sequence 5' 

ATCTCTCTCCTTCTAG C CTCC G CTAGTC A A 3' (SEQ ID NO:11) . and the calibrator 
probe has the sequence 5' ACTCTCAG CG G CATTCTC CTCACTTCTACT 3" (SEQ ID 
NO: 12) . 

1 6. (Currently Amended) Method according to claim 1 0, wherein the virus is 
CAMV, the forward primer has the sequence 5' GTCTTGCGAAGGATAGTGGGA 3' 
(SEQ ID NO:13) . the reverse primer has the sequence 5' 

CACGTCTTCAAAGCAAGTGGA 3' (SEQ ID NO: 14V the target nucleic acid probe has 
the sequence 5' TGCGTCATCCCTTACGTCAGTGGAGAT 3' (SEQ ID NO:15l and the 
calibrator probe has the sequence 5' ATCG CTAC ATG CTAG G C ATCTGTG TG C 3' (SEQ 
ID NO:16) . 
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Claim 17. (Canceled) 

1 8. (Original) Kit for the quantitation of a nucleic acid from a sample, comprising 
one or more calibrators, a probe specific for each target nucleic acid and a probe 
specific for the calibrator, two or more primers and a thermostable nucleic acid 
polymerase with 5' -3' nuclease activity. 
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